Porcine reproductive and respiratory syndrome (PRRS), formerly called swine infertility and respiratory syndrome and mystery swine disease, is an important viral disease of swine causing late-term reproductive failure in sows and gilts and interstitial pneumonia in pigs. 3,6-9 PRRS virus is an enveloped RNA virus approximately 62 nm in diameter, which is relatively sensitive to environmental conditions. The virus is sensitive to lipid solvents and is completely inactivated in 45 minutes at 56 C. Virus infectivity titers can be reduced by 90% at a pH < 5 or > 7. 1 Currently, definitive diagnosis of this disease depends on isolation of PRRS virus from clinically ill animals. Harsh environmental conditions during shipment of samples to a diagnostic laboratory could result in inactivation of the virus and preclude virus isolation.
0.1 ml was inoculated into each well of a 24-well tissue culture cluster plate b containing approximately 5 x 10 5 swine alveolar macrophages in 1 ml of KSM culture medium with 4% donor calf serum. 5 Serum samples were clarified by centrifugation, and 0.1 ml of undiluted serum was inoculated into the cell culture wells. The culture plates were incubated at 37 C in a 5% CO 2 humid atmosphere. After 4 or 5 days, 0.2 ml of the loose-cell suspensions was removed from inoculated wells and layered onto microscope slides using a Cytospin 3 cytocentrifuge c (1,000 rpm for 5 minutes). 4 The slides were stained with porcine-origin polyclonal PRRS antibody conjugated with fluorescein isothiocyanate and examined using a microscope with ultraviolet epi-illumination for the presence of viral antigen. Samples were positive or negative based on fluoresence.
Following inoculation, virus was isolated from serum of all piglets at 3 DPI, thus confirming viremia. At necropsy, all piglets had a mild interstitial pneumonia characteristic of PRRS. 3 At time 0 (7 DPI), PRRS virus was isolated from all tissues of all 5 piglets, and virus titers ranged from an average of 10 2.6 TCID in serum to 10 5.0 TCID in lung (Table 1) . Virus survived best in tissues stored at 4 C and -20 C. At 25 C, the virus was reisolated from only a few tissues at 48 and 72 hours after necropsy (Table 2) . Virus was isolated from all serum samples at all sample times, except for 1 serum at 72 hours (Table 2) .
In this study, PRRS virus was isolated from 100% of the serum and tissue samples at necropsy, However, this virus is relatively easily inactivated in tissues; at 25 C, the virus was isolated from only 47% of the tissue samples at 24 hours, 14% of the tissue samples at 48 hours, and 7% of the tissue samples at 72 hours following necropsy. At 72 hours following necropsy, chilling (4 C) and freezing (-20 C) resulted in isolation rates from tissues of ≥ 85%. Heat inactivation of PRRS virus in cell culture has been previously demonstrated. 1 Therefore, if PRRS virus isolation is desired, tissues should be immediately chilled or frozen after necropsy for shipment to a laboratory. Sufficient coolant should be packaged with the tissues to prevent thawing and warming during shipment. If shipment is delayed and tissues are received warm, virus isolation results will be unreliable because the virus may be inactivated. 
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Serum is an excellent sample for virus isolation. PRRS virus was isolated from all except 1 of the serum samples, suggesting that serum has a sparing effect on virus viability in the suboptimal time and temperature conditions that may occur during shipment. Also, PRRS virus can be isolated from the serum of nursery-age pigs for approximately 4-7 weeks following natural or experimental inoculation. 6, 7, 10 This unusually long period of viremia improves the chances of selecting a viremic pig from an endemically infected nursery. 7 In cases of reproductive failure, viremia in sows is transient, and sows may not be viremic at farrowing. Although PRRS virus can often be isolated from live, weakborn piglets of affected litters, the virus is rarely isolated from stillborn fetuses of the same litters (W. G. Van Alstine, unpublished data). 2,10 Fetuses often die in utero and may be dead for several days or weeks before farrowing. The results of this study indicate that PRRS virus is probably rapidly inactivated in autolyzed fetal tissues at intrauterine body temperature.
Serum can be used for the antemortem diagnosis of PRRS virus in viremic pigs. In cases of reproductive failure due to PRRS, specimens for virus isolation are best obtained from weakborn, live, or recently euthanized piglets several days old (W. G. Van Alstine, unpublished data). In affected nurseries, serum should be taken from pigs of several ages that have comingled with older pigs for at least 3 weeks. 7 At necropsy, lung, spleen, and serum can be easily obtained from euthanized or recently dead, but nonautolyzed, pigs. Chilled or frozen, these specimens should be excellent samples for the isolation of PRRS virus.
